The topology of membrane proteins is technically difficult to determine. Genetic approaches have been described which help for such an analysis (5) . In E. coli, alkaline phosphatase is enzyinatically active only when it is exported out of the cytoplasm of the cell (1) and the use of gene fusions with phoA, the gene for alkaline phosphatase, revealed the more generally applicable of these genetic methods (4, 5) . phoA fusions can be obtained in vivo, by random transposition of the transposon TnphoA (3), or in vitro, using plasmids in which the phoA sequence is preceded by a PstI site (2) . We present here a new plasmid which will facilitate the in vitro construction of phoA fusions. By transposition of TnphoA (3), we have isolated a gene fusion which has created a Kpnl site at the junction between the fused gene and the TnphoA left end. A 2,6 Kbp DNA fragment starting at this JCpnl site and carrying phoA was cloned in a two-step process in the 2,9 Kbp vector pTZ18R (6), resulting in pPHO7 (a). The phoA sequence, limited by diverse restriction sites, can be purified from pPHO7 and inserted at defined positions into cloned genes to generate translational fusions. Blunt ends can be obtained in all phases in the multisite linker upstream from phoA (b) by cleaving pPH07 with Smal, or filling 5' extensions with Klenow fragment after cleavage with Xmal, or BamHI. The unique .tail site on pPHO7 will help in separating DNA fragments for purification. phoA fusions can also result from cloning fragments of interest into the unique Hindlll site on pPHO7. Due to the variety of sites present at the amino terminal end of phoA, pPH07 is a tool of more general use than the plasmids described previously (2).
